Effect of supplementation with flaxseed oil and different doses of fish oil for 2 weeks on plasma phosphatidylcholine fatty acids in young women Abstract Background/objectives Although assumed, it remains unclear that fatty acid (FA) biomarkers of n-3 long-chain PUFA reflect wide ranges of intake. However, to be utilised as biomarkers, to predict dietary intake, dose-response curves that cover a spectrum of intakes are required. The aim of the study was to investigate whether the FA composition of plasma phosphatidylcholine (PC) is a sensitive biomarker of n-3 FAs from fish oil, across a range of supplementation doses, and alpha-linolenic acid (ALA) supplementation, in young, healthy women. Subjects/methods A total of 303 young women were randomised to intakes ranging between 0.33 and 4.50 g EPA+DHA/ day from fish oil (not all doses used in each year) or flaxseed oil (5.90-6.60 g/d) daily for 14 days in a series of trials, over 5 years. Fasting blood was collected at baseline (day 0) and day 14 and plasma PC FA composition, total and HDL-cholesterol and triglyceride concentrations measured.
Introduction
Plasma, erythrocyte and platelet phospholipids are the blood lipid fractions most abundant in n-3 long-chain polyunsaturated fatty acids (LCPUFA). Dose-response studies, typically with only three 'distinct' levels of n-3 fatty acid (FA), have shown blood phospholipids reflect changes in n-3 LCPUFA intake in a dose-response manner [1] [2] [3] . However, for FA to be utilised as biomarkers to predict dietary intake, dose-response curves that cover a spectrum of FA intake are required and although assumed, it remains unclear that FA biomarkers of n-3 LCPUFA reflect a wide range of intakes. Another important source of n-3 LCPUFA could come from the precursor alpha-linolenic acid (ALA). Longer-term studies have found the abundance of ALA, EPA and docosapentaenoic acid (DPA) increased in FA biomarkers with an increase in ALA intake with the data for DHA being less clear [4] [5] [6] [7] [8] [9] [10] [11] .
Although evidence from randomised controlled trials has not proven n-3 LCPUFA lowers cardiovascular disease (CVD) risk [12] , intervention studies have clearly demonstrated n-3 LCPUFA (as fish oil or ethyl esters of EPA and DHA) have a triglyceride-lowering effect [13] . A large proportion of these studies have been undertaken in middleaged adults [13, 14] ; it remains unclear whether n-3 LCPUFA have a similar effect in young adults.
We sought to investigate the effect of short-term (14 days) supplementation with EPA and DHA (given as fish oil), across a range of doses, on plasma phosphatidylcholine (PC) n-3 FA levels and plasma lipid concentrations, along with the effect of short-term (14 days) ALA supplementation on plasma PC n-3 FA status in young, healthy women.
Subjects and methods

Participants
Participants were recruited from an undergraduate nutrition course at the University of Otago and were eligible if they were 18 years or older and were not allergic to fish or nuts. Ethical approval was given for the study from The Human Ethics Committee, University of Otago. All participants gave informed written consent after receiving both a verbal and written explanation of the study. The experiment was part of an undergraduate teaching and learning activity that was conducted annually for five years from 2003 to 2007.
Study design and supplementation
Participants were randomised to receive fish oil or flaxseed oil in capsule form and consumed the allocated daily dose, with food for 14 days. Participants were asked to maintain their usual diet and physical activity; if they consumed fish they were instructed to continue their usual pattern of consumption. The doses of fish oil used in the trials were 1, 2, 3, 4, 5, 6, 10 and 15 capsules/day, not all doses were used in each year (due to participant numbers), whereas the dose of flaxseed oil was always 10 capsules/day. Intakes (g/d) of EPA and DHA and ALA were estimated on the basis of manufacturers' information about the FA content of the fish oil and flaxseed oil and the number of capsules assigned to be consumed (Supplementary Table 1 
Biochemical and lipid analysis
On days 0 and 14 venous blood samples were collected from participants after an overnight fast and plasma isolated and stored [15] . Plasma total, high-density lipoprotein (HDL) cholesterol and triglyceride concentrations were measured and plasma low-density lipoprotein (LDL) cholesterol concentrations calculated [16] . The analytical coefficient of variation for the measurement of total cholesterol was less than 3% for plasma total cholesterol, HDLcholesterol and triglyceride.
Plasma lipids were extracted, after the addition of a known amount of an internal standard (diheptadecanoyl [17: 0] PC), according to the method of Bligh and Dyer [17] . Plasma PC was separated using thin-layer chromatography as we have previously described for erythrocyte PC [18] and PC FAs converted to FA methyl esters (FAMEs). Separation and quantitation of the plasma PC FAMEs was achieved using a DB-225 megabore column (25 m × 0.53 mm internal diameter; film thickness 0.25 µm; J & W Scientific) installed on an HP-6890 Series Gas Chromatograph (GC) with flame ionisation detection [15, 19] . Students performed the lipid extraction and thin-layer chromatography, under supervision, whereas a qualified research technician performed the GC analysis of samples. Plasma FA were recorded as molecular percentages (mol%), defined as the number of molecules of the individual FA as a percentage of the total number of FA molecules. The concentrations (µmol/L) of FAs were calculated based on the area of the internal standard (diheptadecanoyl [17:0] PC) peak.
Statistical analysis
Data were analysed using the statistical package STATA (version 11). Statistical differences in the plasma lipids and FA composition of PC between day 0 and day 14 were determined using a paired t-test. All comparisons were twosided and changes were considered statistically significant when the P-value was less than 0.01; this value was chosen to reduce the chances of concluding erroneously that a difference existed between days 14 and 0.
As subjects consumed EPA and DHA (given as fish oil), across a range of doses (Supplementary Table 1 ) over a 14-day period, this provided the opportunity to determine if there was a dose-response effect. The change from day 0 to 14 in plasma PC n-3 FA or plasma lipid concentration was calculated for each participant and these values used in the regression analysis to test for a dose-response effect. The dose-response relation between the increase in EPA intake and change in EPA composition of plasma PC was estimated using regression analysis, adjusting for year of the study and baseline (i.e., day 0) FA composition. The dose-response relation was expressed as the incremental change (95% CI) in mol% per g/d or µmol/L per g/d increase in intake of EPA. A simple plot of the results suggested a curvilinear relation between increasing intake of EPA and change in mol% and µmol/L EPA in plasma PC; therefore, a quadratic term was included in the model. The same procedure was used to explore the dose-response relation between DHA intake and DHA composition of plasma PC; however, a quadratic term was dropped from the model because it was not statistically significant (P = 0.150). A similar approach was used to calculate the dose response relation between EPA+DHA intake and plasma lipid concentrations (mmol/L), with the dose response expressed as the incremental change (95% CI) per g/d increase of EPA+DHA. 
Results
Baseline characteristics
Effect of fish oil supplementation on plasma PC n-3 FA
Daily supplementation with different amounts of fish oil (EPA+DHA) significantly (P < 0.01) increased plasma PC EPA mol% and µmol/L at all doses of fish oil intakes except the one mL dose (Tables 1 and 2 ). The mean increase, unadjusted analysis, in EPA mol% and µmol/L between days 0 and 14 by dose of EPA is shown in Fig. 1a , c; the increase was dose-dependent and did not differ by year of study (P = 0.988, interaction between dose and year). According to this association, the dose response, over 14 days, in plasma PC EPA was 1.5 mol% or 76 µmol/L per g EPA (Fig. 1b, d ). Notably, daily supplementation with fish oil significantly increased the abundance (as mol% and µmol/L) of DPA in plasma PC, in most, but not all doses of fish oil (Tables 1 and 2 ).
Daily supplementation with fish oil also significantly (P < 0.01) increased plasma PC DPA and DHA mol% at all doses of fish oil intake except one and three mL (Table 1) but changes occurred at fewer fish oil doses when expressed as a concentration (µmol/L) ( Table 2 ). The mean increase, unadjusted analysis, in DHA mol% and µmol/L between day 0 and 14 by dose of fish oil intake is shown in Fig. 2a,c ; the increase was linearly dose-dependent and did not differ by year of study (P = 0.524, interaction between dose and year). The predicted mean (95%CI) increase, over 14 days, in plasma PC DHA mol% and µmol/L across the range of daily supplemental DHA intake is shown in Fig. 2b,d . Table 1 Long-chain n-3 polyunsaturated fatty acid composition (mol%) of plasma phosphatidylcholine at before and after 14 days of consuming the oil supplement According to this association, the dose response, over 14 days, in plasma PC DHA was 1.1 mol% or 61 µmol/L per g intake of DHA (Fig. 2b,d ).
Effect of flaxseed oil supplementation on plasma PC n-3 FA Daily supplementation with flaxseed oil for 14 days increased plasma PC ALA by 0.7 mol% (95% CI, 0.6-0.9; P < 0.001) or 32 µmol/L (95% CI, 14-46, P < 0.001) ( Table 3 ). The proportions and concentrations of plasma PC FA as EPA and DPA were significantly (P < 0.01) increased, with no change in DHA, after 14 days (Table 3 ). The changes in FA composition with flaxseed oil consumption did not differ by year in which the study was conducted (P > 0.6).
Effect of fish oil and flaxseed oil supplementation on plasma lipids
Daily fish oil supplementation for 14 days did not significantly alter plasma total cholesterol concentrations within any one group of fish oil intake (Table 4) ; however, when the results for all participants who received fish oil were combined (n = 234), mean plasma total and LDL cholesterol concentrations were significantly (P < 0.001) higher at day 14 compared with day 0. For this combined group, mean intake of fish oil, weighted for the proportion of participants in each dose group, was 6.1 mL/d, or 1.8 g of EPA+DHA (Table 4) . Plasma HDL-cholesterol concentrations were unaltered by fish oil consumption (Table 4) . Mean plasma triglyceride concentrations were significantly (P < 0.01) lowered by consuming 1.50, 1.65, 3.00 and 3.60 g EPA+DHA/day for 14 day; they were also significantly lower (by 15%, P < 0.001 day 14 vs day 0) when results were combined for all fish oil consumers (Table 4) . There was no significant dose-response relation between total n-3 LCPUFA intake (i.e., EPA+DHA) and total cholesterol (P = 0.235), LDL-cholesterol (P = 0.955), or HDL-cholesterol (P = 0.440) concentrations (Table 4) or with plasma triglyceride concentrations. Consuming 10 mL of flaxseed oil, containing 6 g of ALA, daily for 14 days did not significantly alter plasma lipid concentrations (Table 4) .
Discussion
As the usefulness of plasma PC as a biomarker of n-3 FA intake has not been extensively examined, we assessed changes in plasma PC n-3 FAs before and after supplementation with fish oil (across a range of doses) or supplementation with ALA. Our results clearly demonstrate the FA composition of plasma PC to be a sensitive biomarker of n-3 LCPUFA intake, with small increases in EPA and DHA intake (from fish oil) being reflected within 14 days, in a dose-dependent fashion. The increase in EPA and DHA abundance with increasing dose of fish oil, and the increase in ALA abundance with flaxseed oil supplementation indicate a high degree of compliance over the 14-day period. EPA and DPA, two FA formed by the metabolic interconversion of ALA, were also increased with flaxseed oil supplementation, whilst DHA content remained unchanged.
Blood lipid n-3 FAs have been extensively utilised as biomarkers of n-3 intakes as they are predominantly derived from dietary intake [1, 20] . This relationship was reported by Lands et al. [21] who described an empirical association between the maintenance of plasma phospholipid LCPUFA and the dietary intakes of n-6 and n-3 FAs. More recently,
Patterson et al. [3] undertook a dose-response study and systematic review to investigate the relationship between diet and blood n-3 FA. They found the abundance of whole blood, erythrocyte and plasma phospholipid EPA+DHA to In the present study, we found plasma PC EPA and DHA to increase in a linear manner with intakes up to 4.5 g/d EPA+DHA. As the participants in the present study consumed fish oil supplements for 14 days, the generalisability of our estimates of the dose-response relation between intake of n-3 LCPUFA and change in abundance of plasma PC EPA or DHA depend on whether this period is sufficient for maximum changes in FA composition to occur. Browning et al. [2] estimated the time to maximal change in plasma PC EPA content ranged from 5 to 18 days depending on the dose, with the majority of change occurring in the first few days of supplementation. Thus, our estimate of the dose-response for EPA is unlikely to be underestimated to a significant degree. In contrast, Browning et al. [2] found the time to peak changes in plasma PC DHA composition were longer, ranging between 12 and 32 days, which is in-line with others [22] . Thus, it is most likely our estimate for dose-response for DHA underestimates maximum incorporation. Our findings of significant increases in plasma PC ALA, EPA and DPA, with no change in DHA after 14 days supplementation with flaxseed oil are in line with previous work [4] [5] [6] [7] [8] [9] [10] . Although, Hennebelle et al. [11] reported ALA supplementation for 4 weeks increased total plasma EPA and DHA abundance in older (73y) but not younger (25y) adults. The synthesis of ALA to EPA, DPA and DHA occurs primarily in liver endoplasmic reticulum where there is competition between n-6 and n-3 FA for the same elongase and desaturase enzymes [23] . The conversion of ALA may be downregulated by increased availability of conversion products; consumption of a fish-compared to a beef-based diet decreased conversion of DPA to DHA [24] . Additional factors that may influence the synthesis of DHA from ALA include smoking tobacco [25] , alcohol consumption [26] and hormonal status [27] .
Numerous studies have demonstrated the hypotriglyceridaemic effect of n-3 LCPUFA (from fish or supplements) [13, 14] . The significant decrease in plasma triglyceride concentrations in the present study was unexpected, not least as supplementation was short-term (14 days) and participants were young, healthy females with relatively low baseline plasma triglyceride concentrations. In contrast, Flock et al. [28] reported no change in plasma triglyceride concentrations in healthy, young individuals consuming up to 1.80 g of EPA plus DHA/day for 5 months. The discrepancy in findings between studies may be partly due to the higher doses of EPA plus DHA in the present study. Supplementation with ALA did not decrease plasma triglyceride concentrations, consistent with some [4] but not all [7] previous reports.
Evidence for changes in plasma total, LDL-and HDLcholesterol concentrations after n-3 LCPUFA supplementation are less consistent, although it appears increases in LDL-cholesterol are more marked in individuals with hyper-triglyceridaemia [13, 14] . We found a small but significant increase in plasma total cholesterol, which can be explained by an increase in LDL-cholesterol after n-3 LCPUFA supplementation, with no effect of ALA supplementation as previously reported [14, 29] . A proposed mechanism for the increase in LDL-cholesterol concentrations is via an increased conversion rate of VLDL to LDL [29] .
Our study has some limitations. We used MaxEPA for two and salmon oil for three of the trials; however, as there were only small compositional differences between the oils, we combined the dose of fish oil but used actual intake of supplemental EPA and DHA in the statistical calculations of the dose-response relationships. Our study participants were young, healthy females who were undergraduate students studying nutrition. We did not assess participants' background diet or lifestyle habits at baseline or over the course of the study. Although they were instructed to make no changes other than taking the oil supplements, it is possible that alterations to diet and lifestyle occurred during the course of the study. Nor did we control for hormone status/ phase of menstrual cycle or use of oral contraceptives. As participants undertook a component of the analytical work, on their own samples, and although clear instructions were provided and they were supervised, the variation between Table 4 Plasma lipid concentrations before and after 14 days of consuming the oil supplement participants and across years is likely to be higher than if the analytical work had been undertaken by more experienced technicians. Finally, we only studied young, healthy females so we can only speculate that the dose-response incorporation of EPA and DHA into plasma PC would be similar in young, healthy men. This seems likely, given the results of a population survey reporting men and women (25-44 years) had similar-3 LCPUFA status [30] . Taken together, our data describe, the dose-response relationship between EPA and DHA intake and plasma PC EPA and DHA mol% and µmol/L after 14 days of supplementation, in young healthy women. We found that per g intake per day increase in EPA results in a 1.5 mol% or 76 µmol/L increase in plasma PC EPA abundance whilst per g intake per day increase in DHA results in an increase of 1.1 mol% or 61 µmol/L in plasma PC DHA abundance. These data highlight that even modest changes in dietary fat intake are reflected rapidly by plasma PC n-3 FA. In longterm studies where n-3 FA biomarkers are only measured at the study beginning and end to determine compliance, it may prove difficult to distinguish true compliers from noncompliers if measuring plasma lipid pools [15, 31, 32] ; however, the proportion of erythrocyte DHA has been reported to characterise adherence to EPA and DHA intakes in long-term interventions [31] . Finally, our data highlight that short-term supplementation with ALA is reflected rapidly by plasma PC and has only a modest, if any effect on n-3 LCPUFA status in this cohort.
